Type I collagen is the most common and accounts for 90% of the total collagen in mammals. It is synthesized by fibroblasts, odontoblasts, and osteoblasts. It is composed of two alpha-1 and one alpha-2 chains and usually organized into thick bundles, which confer resistance to structures. Type-1 collagen is found in ligaments, tendons, and fasciae 11, 12 . Type V collagen regulates the diameter of collagen Thus, it is clear that the collagen family has multiple functions and that collagen molecules are arranged in different configurations according to their function. There is strong evidence that collagen molecules have been modified during the evolution of multicellular organisms and that they have gradually adapted to the several functions that were created in that process.
Therefore, it is important to evaluate the collagen composition of the different muscles, investigate changes in the relative amount and distribution of collagen fibers in the skeletal muscle with age, and the effect of physical exercise on collagen synthesis.
The purpose of this study is to describe histological and histomorphometric methods for assessing collagen fibers in skeletal muscle.
Methods
The study was approved by the Research Ethics 
Hematoxylin and eosin staining
Routine histological staining with H&E was performed.
The histological sections were deparaffinized in xylene, rehydrated through a graded series of ethanol, and washed in running water.
The sections were then immersed in Harris' hematoxylin for two minutes, washed in running water (five minutes), rinsed in distilled water (one minute), stained in an aqueous solution of eosin (five minutes), and dehydrated in ascending concentrations of ethanol.
Next, the sections were cleared in xylene (three successive changes, one minute each) and mounted under a cover-slip in 
Histomorphometric analysis
Image acquisition and digitization with 200 dpi resolution was performed using a 3. 
Discussion
Image analysis has been used in pathology for accurate and precise measurements and counting of different features. Immunochemistry can be employed to identify the different types of collagen, but in addition to the high cost associated with this procedure, it is a more complex technique.
Routine histological techniques can also be utilized for the qualitative and quantitative assessment of collagen content.
H&E staining can be used to assess tissue viability; picrosirius red staining combined with polarized light microscopy is the best technique for visualization of collagen types I and III; Masson's trichrome staining can be used to assess type I collagen; and reticulin staining to assess type III collagen.
Each type of collagen has a specific function in muscles and their amount may decrease with age. Certain physical activities and exercises may change collagen composition. The quantification of the relative proportion of collagen types in muscles may help physical therapists and physicians to determine the most appropriate therapy that may contribute to the repair of muscle lesions.
Conclusion
The methodology described in this study is important for the identification and quantification of the different types of collagen in muscles and can be used in the investigation of the qualitative and quantitative influence of collagen on physical activities, aging, and muscular diseases.
